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Supplementary figure 1: The induction of TGF-#3 in IL-17 producing cells
(a,b) Microarray analysis showing Tgfb3 mRNA expression of naive CD4* T cells
from wt or 1123r*"mice differentiated in vitro with TGF-B1-IL-6-IL-23 or no cytokines
at various time points. (c¢) Quantitative RT-PCR showing Tgfb3 mRNA expression
of naive CD4* T cells from wt mice activated in vitro with IL-6, IL-23, or no
cytokines for four days. (d) Intracellular cytokine staining showing co-expression of
TGF-B3-YFP with either IL-17 or IFN-y in naive CD4~ T cells from MOG;555+CFA
immunized TGF-b3°exRosa26Y® mice stimulated with PMA+ionomycin four days
post in vitro culture with or without IL-23. Data is a representation of at least two
independent experiments.
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Supplementary figure 2: Downstream signaling genes induced by TGF-b3
(a) Intracellular cytokine staining of IL-17-GFP and IFN-y from IL-17-GFP knock-in
and TGF-BRIlI DNxIL-17-GFP Kl mice naive CD4* T cells differentiated in vitro with
TGF-p1-IL-6, TGF-33+IL-6, or no cytokines for four days. Data is a representation
of two independent experiments with similar results.
analysis represented as a heat map of the TGF-§ signaling PCR array from naive
CD4* T cells stimulated with TGF-p1-IL-6 or TGF-B3-IL-6 for 24 hours. Raw data
was uploaded to the manufacturer’s website for analysis. Below the heat map is a
template of the genes that correspond to the location on the heat map. Data shows
the relative fold change of TGF-3/IL-6 induced genes normalized to TGF-$1/IL-6.
Data is pooled from three independent experiments. (¢) Western blot showing
smad1&5 or smad3 phosphorylation of CD4* T cells stimulated with TGF-$1 or

TGF-p3 for 30 minutes in serum free media.
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(b) Quantitative RT-PCR

06 07 08 09 10 11 12

11

Bdnf
-1.69

Emp1
217
OKAY

Hey1l
1.26

Mmp2
-1.38

Ptk2
-1.06
OKAY

Smad3
-2.02
OKAY

Vegfa
1.50
OKAY

12

Bhlhe40
-1.06
OKAY

Eng
-1.24
OKAY

Hmox1
-1.00
OKAY

Msx2
-1.69
C

Ptk2b
1.01
OKAY

Smad5
1.16
OKAY

Wfs1
-1.18
OKAY



2D2 2D2 x Tbx21~~

A 0% 10*
15.46 0.5 10.3 0.15
10%4 . 10°
102 ﬂ
101_-
sOT --
£ 01698 215
10 10! 10°  10*
IL-17 »

Supplementary figure 3: Pathogenic 2D2 Tbx21-- cells generated by TGF-33-
IL-6 do not express IFN-y. Intracellular cytokine staining showing IL-17 and IFNy
from the CNS infiltrating v1.1*CD4* T cells of wt recipient mice at the peak of
disease that were adoptively transferred with TGF-33-IL-6 differentiated 2D2 or
2D2xTbx217~ T417 cells. Data is a representation of two independent experiments.
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Supplementary table 1| Naive CD4* T cells were sorted and
stimulated with the indicated cytokines. Total RNA was collected for
microarray analysis. Comparison of the gene expression profiles
between TGF-B3/IL-6 and TGF-B1/IL-6 T, 17 cells that showed at
least a 1.5 fold change between these two conditions. Total of 233
genes were selected and ordered according to the relative fold change.
The gradient triangle denotes the degree of fold change within each
condition.
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